. Uncropped Western blots used for Figure 1B. (A) Images of uncropped Western blot taken for detection of Ezh2, H3K27me3, and Histone H3 in wildtype (MZezh2 +/+ ) and MZezh2 mutant (MZezh2 -/-) embryos at 24 hpf obtained with white light illumination (top), chemical luminescence for a short exposure time (middle), and chemical luminescence for a longer exposure time Development: doi:10.1242/dev.178590: Supplementary information Development: doi:10.1242/dev.178590: Supplementary information Development • Supplementary information Development: doi:10.1242/dev.178590: Supplementary information 
(bottom). (B) Images of uncropped western blot taken for detection of Ezh2, H3K27me3, and Histone H3 in wildtype (MZezh2 +/+ ) and MZezh2 mutant (MZezh2 -/-) embryos at 3.3 hpf obtained with white light illumination (top), chemical luminescence for a short exposure time (middle), and chemical luminescence for a longer exposure time (bottom) . Red framed lanes correspond to samples shown in Figure 1B . Black boxes cover lanes not used in this study. Fig. S2 . Analysis of Ezh2, H3K27me3, and Rnf2 binding in wildtype and MZezh2 mutant (MZezh2 -/-) embryos at 24 hpf. (A) Venn diagrams presenting the overlap between Ezh2 (blue), H3K27me3 (red), and Rnf2 (purple) peaks detected in 24 hpf wildtype embryos. (B) UCSC browser snapshots of six genomic loci depicting Ezh2, H3K27me3, and Rnf2 binding after ChIP-seq in MZezh2 -/embryos compared to wildtype embryos at 24 hpf. Colors represent ChIP-seq for different proteins with blue: Ezh2, red: H3K27me3, purple: Rnf2, and grey: Input control. (C) Western blot analysis of H2A on histone extracts at 24 hpf in wildtype and MZezh2 -/embryos. The presence of H2AK119 monoubiquitylation was visualized as a shift of the H2A band from 13 kDa to ≥20 kDa as showed by van der Velden et al. (2012) . Experiment was performed in biological duplicates. (D) Example of ezh2 hu5670 genotyping results after nested PCR, RsaI restriction, and gel electrophoresis in MZezh2 wildtype (MZezh2 +/+ ), MZezh2 heterozygous (MZezh2 +/-), and MZezh2 mutant (MZezh2 -/-) embryos. Fig. S3 . ChIP-seq of Ezh2 and H3K27me3 using spike-in chromatin for normalization. (A) Box plots of Ezh2, H3K27me3, and Rnf2 coverage based on spike-in normalization after ChIP-seq in wildtype and in MZezh2 -/embryos at 24 hpf. Coverages were calculated based on positions of peaks detected in wildtype embryos. One replicate was performed with spike-in chromatin for each condition. The box represents the first quartile, median and third quartile. The whiskers below and above the box represent the minimum and maximum values. (B) Heatmaps for Ezh2, H3K27me3, and Rnf2 counts normalized with spike-in chromatin after ChIP-seq in 24 hpf wildtype and MZezh2 -/embryos. Windows of 10 kb regions for all H3K27me3 or Ezh2 peaks in 24 hpf wildtype embryos are shown. The input track obtained from 24 hpf wildtype embryos was used as control and was not normalized. (C) UCSC genome browser snapshot depicting the loss of Ezh2 and H3K27me3 after ChIP-seq in 24 hpf MZezh2 -/embryos compared to wildtype embryos. Coverage were normalized with spike-in chromatin. Figure S2C . Image of uncropped Western blot taken for detection of Histone H2A in wildtype (WT) and MZezh2 mutant (MZezh2 -/-) embryos at 24 hpf. The presence of H2AK119 monoubiquitylation was visualized as a shift of the H2A band from 13 kDa to ≥20 kDa as showed by van der Velden et al. (2012) . Black box covers data not used in this study. . In A and B, coverage was calculated on the gene region +/-2 kb and averaged between duplicates. (C) Venn diagrams presenting the overlap between genes upregulated (up) or downregulated (dn) in MZezh2 -/embryos compared to wildtype and presence of H3K27me3 or H3K4me3 peaks. The closest genes from H3K27me3 peaks in wildtype condition or H3K4me3 enriched (H3K4me3 up) and decreased (H3K4me3 dn) peaks according to DiffBind were used for this analysis. Black numbers represent comparison between actual DEseq2 identified genes and closest genes from peaks. Grey numbers represent comparisons between actual DEseq2 identified genes and random selected genes used as control. Χ 2 : *** P-value < 0.001, ** P-value < 0.01, * P-value < 0.05. (D) Venn diagrams presenting the overlap between proteins overrepresented (Protein up) or underrepresented (Protein dn) in MZezh2 -/embryos compared to ChIP-seq and RNA-seq results. The closest genes from H3K27me3 peaks in wildtype condition or H3K4me3 enriched peaks according to DiffBind (H3K4me3 up) were used for this analysis. Black numbers represent comparison between actual dysregulated proteins and genes. Grey numbers represent comparisons between actual dysregulated proteins and random selected genes used as control. Χ 2 -test did not provide any significant results. 
